Initially the specific binding of the tritiated dopamine analogue was examined in various regions of the rat brain and in kidney. The results obtained are shown in Table I , and are consistent with the known distribution of dopamine receptors.
We have reported the effects of cholinergic and adrenergic neurotransmitters on the incorporation in uitro of 32Pi into phospholipids of the rabbit iris muscle (Abdel-Latif 1974 , 1976 Abdel-Latif et af., 1976) . These studies indicate that acetylcholine and noradrenaline enhance the turnover of phosphatidic acid and phosphatidylinositol, which are concentration-and time-dependent and mediated through muscarinic and aadrenergic receptors respectively.
A wide variety of tissues show an enhancement in the incorporation of 32P1 into these phospholipids in response to a number of extracellular stimuli, including neurotransmitters, hormones, drugs and electrical impulses [for review see Michell (1975) l. In the past few years significant contributions have been made towards understanding this 'phospholipid effect' and its possible relationship to synaptic neurotransmission and other physiological processes. It must be emphasized, however, that at present the molecular mechanism and physiological significance of this effect are still not clear.
In the present study we report the finding that, in the iris muscle, acetylcholine at concentrations of the order Of0.05mM appears to bring about the phospholipid effect by stimulating the hydrolysis of triphosphoinositide to diphosphoinositide, which subsequently leads to an increase in phosphatidylinositol and phosphatidic acid. The effect of acetylcholine on the hydrolysis of triphosphoinositide was blocked by atropine. These 
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95 k 7 (7) 68+4 (7) Atropine 96 (2) 95 (2) 215 (2) BIOCHEMICAL SOCIETY TRANSACTIONS conclusions are supported by the data presented in Tables 1 and 2 . At zero time, the radioactivity in triphosphoinositide was about 69 % of the total radioactivity incorporated into phosphatidic acid, phosphatidylinositol, di-and tri-phosphoinositide and phosphatidylcholine (Table 1) . At the same time the radioactivity in phosphatidylinositol and phosphatidic acid was 9 and 10% respectively. After2.5min of incubation there was little change in radioactivity in control samples. However, in samples containing acetylcholine (0.05 mM) the radioactivity in triphosphoinositide fell to 63 %, whereas that in phosphatidylinositol and phosphatidic acid was increased to 10 and 13 %respect-ively. When the incubation was continued for lOmin in the presence of acetylcholine the percentage radioactivity in triphosphoinositide, phosphatidylinositol and phosphatidic acid was 33, 29 and 16 respectively. Under the same conditions these values in the control samples were 49, 22 and 8 respectively. Interestingly, there was little change in total radioactivity in control and experimental samples. However, the decrease in radioactivity observed in triphosphinositide in the presence of acetylcholine and the increases in radioactivity in phosphatidylinositol and phosphatidic acid were statistically significant. The amount of labelling in diphosphoinositide did not change appreciably, but that in phosphatidylcholine increased with time, and the neurotransmitter exerted a negligible effect on the 32Pl labelling of these phospholipids (Table 1) . Similar conclusions can be drawn from the data presented in Table 2 where [3H]myo-inositol was used in addition to 3zPl as precursor. Atropine, a drug that is known to block muscarinic receptors, inhibited the hydrolysis of triphosphoinositide pre-labelled with j2Pl and [3HH]myo-inositol (Table 2 ). This drug probably acts by inhibiting the enzyme triphosphoinositide phosphomonoesterase, and acetylcholine could act by stimulating the same enzyme. The conclusions drawn from the data presented can be summarized as shown below. 
Membrane triphosphoinositide
Attempts to show an increase in liberated [3H]myo-inositol derivatives in the trichloroacetic acid extract were unsuccessful. Jungalwala et al. (1971) working on the metabolism of phosphatidylinositol in the pig thyroid gland suggested that the inositol moiety may be turning over and leaving the phosphate moiety attached to some lipid residue, which remains in the membrane and is resynthesized into phosphatidylinositol.
Despite many attempts in the past to alter the labelling of diphosphoinositide and triphosphoinositide by the addition of acetylcholine to media bathing brain slices (Palmer & Rossiter, 1965) , sympathetic or vagal ganglia (Hokin, 1965) or by electrical stimulation of brain slices (Pumphrey, 1969) , no significant changes have been found. More recent evidence indicates that such changes may occur. Birnberger et af. (1971) showed an increased turnover of triphosphoinositide in lobster nerves after long incubations and brief electrical stimulation (5min). Schacht & Agranoff (1972) observed a decreased labelling of polyphosphoinositides with 32Pl in guinea-pig brain cortex subfractions incubated with acetylcholine. White & Larrabee (1973) reported a specific decrease in the labelling of triphosphoinositide in rat vagus nerve after electrical stimulation for 3 h. Later it was reported (White et al., 1974) that stimulation of vagus nerve for 30min increased phosphate incorporation into all the phospholipids studied, but the increase was significant only for tri-and di-phosphoinositide. The present findings with the iris muscle should throw more light on these observations.
